M A N U S C R I P T A C C E P T E D ACCEPTED MANUSCRIPT
Lysates of 293T cells expressing HA-TRPC1, HA-TRPC2, HA-TRPC3, HA-TRPC4, HA-TRPC5, HA-TRPC6 and Flag-Casp11 were subjected to anti-HA immunoprecipitation. The western blots were analyzed using anti-caspase-11 and anti-HA. were assessed by western-blotting using anti-HA and anti-actin (as a loading control).
(E) WT and casp11 -/-macrophages were treated with LPS (100 ng/ml) for 16 h. Trpc1 mRNA expression level was assessed by RT-PCR using the following primers (5´-
CCGTAAGCCCACCTGTAAGA-3´ and 5´-GCCCAAAATAGAGCTGGTTG-3´).
Gapdh is used as a loading control.
(F) Macrophages from WT, casp1 -/-casp11 -/-and casp11 -/-mice were treated with LPS (1 ng/ml for 3 h, or 100 ng/ml for 16 h as indicated) followed by ATP (2 mM, 30 min). The expression levels of endogenous TRPC1 were assessed by anti-TRPC1 M A N U S C R I P T A C C E P T E D (D) Macrophages from WT, trpc1 -/-and casp11 -/-mice were treated with LPS (100 ng/ml, 16 h), followed by HLLOMe (30 min) or silica (2 h) and cytotoxicity was measured by LDH release. Error bars indicate SD.
(E) Macrophages from WT and trpc1 -/-mice were treated with LPS (100 ng/ml, 8 h)
followed by ATP (2 mM, 30 min). Cell death was assessed by PI incorporation and quantified by counting 4 randomly chosen frames containing more than 100 cells each.
Objective lens 20X. Error bars indicate SD.
(F) Macrophages from WT and trpc1 -/-mice were treated with LPS (100 ng/ml, 16 h) followed by HLLOMe (1 mM, indicated time). Cell death was assessed by PI M A N U S C R I P T
A C C E P T E D ACCEPTED MANUSCRIPT
incorporation and quantified by counting 4 randomly chosen frames containing more than
